(C) H4K16me1 expression was detected in HEK293 cells. Recombinant Histone H4 (rH4) was used as a negative control. The entire western blot membranes probed in parallel with H4K16me1 and H4 were shown. The blots in the frames were used in Figure 1B .
(D) H4K16me1 expression in different mammalian cell lines.
(E, F) HeLa and LoVo cells were exposed to 10 Gy X-ray irradiation and then re-cultured for 1 h or 3 h in fresh medium. Histones were extracted for western blotting.
(G) HCT116 cells were treated with 40 μM etoposide for the indicated time. Histones were extracted for western blotting.
(H) HeLa cells were micro-irradiated as previously described. After 10 min, cells were washed, fixed and stained with anti-H4K20me2 and anti-53BP1 antibodies. Similar results were obtained from three independent experiments. Scale bars: 10 μm. (A) HCT116 cells were transfected with GLP siRNA#2 for 72 h before exposure to 10 Gy X-ray. The cells were then re-cultured for 30 min in fresh medium before protein extraction and western blotting with the indicated antibodies.
A
(B) G9a WT (Ctr) and G9a KO cells were treated with X-ray at 10 Gy. After 1 h, whole cell lysates and histones were extracted for western blotting.
(C) The same experiment described in (A) was performed with SET8 siRNA. #, non-specific bands. (H) HCT116 cells were transfected with ATR siRNA for 2 d and irradiated with X-ray at 10 Gy. After 30 min, chromatin bound fraction were extracted and detected by western blotting.
(I) HCT116 cells were pre-treated with 10 μM VE-821 for 4 h and irradiated with X-ray at 10 Gy.
After 30 min, histones were extracted and detected by western blotting. Figure 4E . Similar results were observed in at least three independent experiments.
(B) HeLa cells were pre-treated with or without 2.5 μM Bix-01294 for 24 h before X-ray irradiation.
Cells were fixed and stained with anti-H4K16me1 and anti-53BP1 antibodies (upper panels) or stained with anti-H3K9me2 and anti-53BP1 antibodies (lower panels).
(C) NHEJ efficiency following G9a, GLP or SET8 siRNA-mediated knockdown. A pool of GLP siRNA#1 and #2 was used. "NC" indicates the scrambled siRNA used as a negative control. The data represent the means ± SD, *p < 0.05, ***p < 0.001 (Student's t-test).
(D) NHEJ efficiency following treatment with 2.5 μM Bix-01294 for 24 h. Three independent experiments were performed. The data represent the means ± SD, ***p < 0.001 (Student's t-test) . (C) HCT116 cells were treated with 10 Gy X-ray irradiation and re-cultured for 30 min. The chromatin fractions were extracted for anti-53BP1 immunoprecipitation. The interacted histones were analyzed by western blotting.
(D) HCT116 cells were treated with A-196 at indicated concentration for 2 d before histone extraction and western blotting.
(E) HCT116 cells were pre-treated with 2.5 μM A-196 for 2 d and irradiated with X-ray at 10 Gy. After 30 min, histones were extracted and analyzed by western blotting.
(F) HCT116 cells were pre-treated with 2.5 μM A-196 for 2 d and irradiated with X-ray at 10 Gy.
Whole cell lysates were extracted for anti-53BP1 Co-IP. The interacted histones were analyzed by western blotting.
(G-H) Hela cells were pre-treated with 2.5 μM A-196 or 2.5 μM Bix-01294 respectively for 2 d, or pre-treated with a combination of 2.5 μM A-196 and 2.5 μM Bix-01294 for 2d and then subjected to 10 Gy X-ray irradiation. After 20 min, cells were fixed and stained with anti-53BP1 antibody. Figure 6G .
(E) Representative images for the colony formation assay performed in Figure 6G . Consistent results were observed from three independent experiments.
